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gagtgcaccatatgcggtgtgaaataccgcacagatgcgtaaggagaaaataccgcatcaggcgaaattgtaaacgttaatattt 
tgttaaaattcgcgttaaatamgttaaatcagctcatttmaaccaataggccgaaatcggcaaaatcccrtataaatc 
agaccgagatagggttgagtgttgttccagtttggaacaagagtccaaattaaagaacgtggactccaacgtcaaagggcgaa 
aaaccgtctatcagggcgatggcccartacgtgaaccatcacccaaatcaagttttttgcggtcgaggtgccgtaaagctctaaat 
cggaaccctaaagggagcccccgatttagagcttgacggggaaagccggcgaacgtggcgagaaaggaagggaagaaag 
cgaaaggagcgggcgctagggcgctggcaagtgtagcggtcacgctgcgcgtaaccaccacacccgccgcgcttaatgcgc 
cgctacagggcgcgfccattcgccattcaggcrtgcg^ 

gctggcgaaagggggatgtgctgcaaggcgattaagttgggtaacgccagggttttcccagtcacgacgttgtaaaacgacgg 

ccagtgaattgtaatacgactcactatagggcgaattcgagctcggtacccggggatcactagagtcgaaagcttctcgccctat 

agtgagtcgtattacagcttgagtattrtatagtg^cacctaaatagcttggcgtaatcatggtcatagctgmcrtgtgtgaaatt^ 

atccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaaacacatt 

aattgcgttgcgacactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggag 

aggcggtttgcgtattgggcgctcuccgcttcctcgctcactgaacgagcgctcggtcgttcggagcggcgagcggtatcag 

ctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaa 

ggccaggaaccgtaaaaaggccgcgttgctggcgtttttcgataggctccgcccccctgacgagcatcacaaaaatcgacgct 

caagtcagaggtggcgaaacccgacaggactataaagataccaggcgmccccctggaagctccctcgtgcgctctcctgttc 

cgaccctgccgcttaccggatacagtccgccmacccttcgggaagcgtggcgcmacatagctcacgctgtaggtatctca 

gttcggtgjaggtcgttcgttccaagctgggctgjgtgc^^ 

tcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgt 
aggcggtgaacagagncngaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagc 
cagttaccttcggaaaaagagnggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagc 
agattacgcgcagaaaaaaag^atctcaagaagatccmgatct^ 

taagggattttggtcatgaganatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagtmaaatcaatctaaagtatat 
atgagtaaacttggtctgacaguaccaatgcttaatcagtgaggcacctatacagcgatctgtctatttcgttcatccatagttgcct 
gactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgct 



CHARACTERISATION OF GENE 
FUNCTION USING DOUBLfi STRANDED 1 * *Ji „ X* * X t f 
RNA INHIBITION 
by PJaetinck et ai. 
Serial No. 10/057,108 
Docket No. D00590.700I1.US 



caccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctcc 

atccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagmgcgcaacgttgttggcattgctacaggca 

tcg^ggtgtcacgctcgtcgmggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtg 

caaaaaagcggttagctccttcggtcctccgatcgttgjcagaa 

gcataattctcttactgtcatgccatccgtaagatgc^ctgtgart^ 

ggcgaccgagttgctcttgcccggcg^caatacgggataatagtgtatgacatagcagaacmaaaagtgctcatcattggaaaa 
cgttcttcggggcgaaaacttfcaaggatcttaccgctgttg^ 

gcatctmacmcaccagcgmctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacg 

gaaatgttgaatactcataacttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtat 

ttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtctaagaaaccattattatcatgacatt 

aacctataaaaataggcgtatcacgaggcccmcgtctcgcgcgtttcggtgatgacggtgaaaacctctgacacatgcagctcc 

cggagacggtcacagcttgtctgtaagcggatgccgggagcagacaagcccgtcagggcgcgtcagcgggtgttggcgggt 

gjcggggcsggcttaactatgcggcatcagagcagattgtactga 



J?. 

PGN100 

ctagcatgaacacgattaacatcgctaagaacgacttctctgacatcgaactggctgctatcccgttcaacactctggctgaccatt 

acggtgagcgmagctcgcgaacagttggcccttgagcatgagtcttacgagatgggtgaagcacgcttccgcaagatgtttga 

gcgtcaacttaaagctggtgaggttgcggataacgctgccgccaagcctctcatcactaccctactccctaagatgattgcacgc 

atcaacgactggtttgaggaagtgaaagctaagcgcggcaagcgcccgacagccttccagttcctgcaagaaatcaagccgga 

agccgtagcgtacatcaccauaagaccactaggc^gcctaaccagtgctgacaatacaaccgttcaggctgtagcaagcgca 

atcggtcgggccattgaggacgaggctcgcttcggtcgtatccgtgaccttgaagctaagcacttcaagaaaaacgttgaggaa 

caactcaacaagcgcgtagggcacgtctacaagaaagcamatgcaagttgtcgaggctgacatgctctctaagggtctactcg 

gtggcgaggcgtggtc^cgtggcataaggaagactctattcatgtaggagtacgctgcatcgagatgctcattgagtcaaccgg 

aatggttagc^acaccgccaaaatgctggcgtagtagg^caagactctgagactatcgaactcgcacctgaatacgctgaggct 

atcgcaacccgtgcaggtgcgaggctggcatctctccgatgttccaaccttgcgtagttcctcctaagccgtggactggcattac 

tggtggtggctattgggaaacggtcgtcgtcctctggcgctggtgcgtactcacagtaagaaagcactgatgcgctacgaagac 

gtttacatgcagaggtgtacaaagcgattaacattgcgcaaaacaccgcatggaaaatcaacaagaaagtcctagcggtcgcc 

aacgtaatcaccaagtggaagcaugtccggtcgaggacatccctgcgattgagcgtgaagaactcccgatgaaaccggaaga 

catcgacatgaatcctgaggctacaccgcgtggaaacgtgctgccgctgctgtgtaccgcaaggacagggctcgcaagtctc 

gccgtatcagccttgagttcatgcttgagcaagccaataagtttgctaaccataaggccatctggttcccttacaacatggactggc 

gcggtcgtgtttacgccgtgtcaatgttcaacccgcaaggtaacgatatgaccaaaggactgcttacgctggcgaaaggtaaac 

caatcggtaaggaaggttaaactggctgaaaatccacggtgcaaactgtgcgggtgtcgataaggttccgttccctgagcgcat 

caagttcattgaggaaaaccacgagaacatcatggcttgcgctaagtctccactggagaacacttggtgggctgagcaagattct 

ccgttctgcttccttgcgttagcmgagtacgctgggg^acagcaccacggcctgagctataactgctcccttccgaggcgtttg 

acgggtcttgctctggcatccagcacttc^ccgcgatgctccgagatgaggtaggtggtcgcgcggttaacttgcttcctagtgag 

accgttcaggacatctacgggattgttgctaagaaagtcaacgagattctacaagcagacgcaatcaatgggaccgataacgaa 

gtagttaccgtgaccgatgagaacactggtgaaatctctgagaaagtcaagctgggcactaaggcactggctggtcaatggctg 

gctcacggtgnactcgcagtgrgaaaagcgttcagtcatgacgctggcttacgggtccaaagagttcggc^ccgtcaacaa^ 

gctggaagataccattcagccagctattgattccggcaagggtccgatgttcactcagccgaatcaggctgctggatacatggct 

aagctgatttgggaatctgtgagcgtgacggtggtagctgcggngaagcaatgaactggcttaagtctgctgctaagctgctgg 
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ctgctgaggtcaaagataagaagactggagagattcttcgcaagcgttgcgctgtgcattgggtaactcctgatggmccagtg^ 
ggcaggaatacaagaagcctattcagacgcgcttgaacctgatgttcctcggtcagttccgcttacagcctaccattaacaccaac 
aaagatagcgagattgatgcacacaaacaggagtctggtatcgctcctaactttgtacacagccaagacggtagccaccttcgta 
agactgtagtgtgggcacacgagaagtacggaatcgaatctmgcactgattcacgactccttcggtaccattccggctgacgrt 
gcgaacctgttcaaagcagtgcgcgaaactatggttgacacatatgagtm^ 

gaccagttgcacgagtacaanggacaaaatgccagcacttccggctaaaggtaacttgaacctccgtgacatcttagagtcgg 
acttcgcgttcgcgtaaccatggtattgatatctgagctccgcatcggccgctgtcatcagatcgccatc^cgcgcccgtgcctctg 

acttctaagtccaattactcttcaacatccctacatgctcm^ 
ttaamcmgttttttagcrtomaagtcacctctaacaatgWttgtgtagattcaaaaata 

aaaaaattgtgttccttccccccattaataataattctatccca^ 
taaatttttmgaaacatcatagaaaaaaccgcaca^^ 

gcacgtctgggcrtctcatgacgtcaaatcatgctcatcgtgaaaaagtmggagtattmgga attm 
tgaaattaatmcctgctmgcttmgggggmcccctatt^ 

tattgatgagcacgatgcaagaaagatcggaagaaggmgggmgaggctcagtggaaggtgagtagaagttgataatttgaa 

agtggagtagtgtctatggggttmgccttaaatgacagaatacattcccaatataccaaacataactgmcctacta^ 

acgggccctttcgtctcgcgcgmcggtgatgacggtgaaaacctctgacacatgcagctcccggagacggtcacagcttgtrt 

gtaagcggatgccgggagcagacaagcccgtcagggcgcgtcagcgggtgttggcggg^gtcggggctggcttaactatgc 

ggcatcagagcagattgtactgagagtgcaccatatgcggtgtgaaataccgcacagatgcgtaaggagaaaataccgcatca 

ggcggccttaagggcctcgtgatacgcctattmataggttaatgtcatgataataatggmcttagacgtcaggtggcacttttcg 

gggaaatgtgcgcggaacccctamgmattmctaaatacattcaaatatgtatccgctcatgagacaataaccctgat aaatg ct 

tcaataatattgaaaaaggaagagtatgagtattcaacamccgjgtcgcc^ 

ctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatacaaca 
gcggtaagatccttgagagtmcgccccgaagaacgtmccaatgatgagc^ 

ccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaa 

aagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttct 

gacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaacc 

ggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaa 

ctggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctc 

ggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggcca 

gatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgag 

ataggtgcctcactgattaagcattggtaactgtcagaccaag^actcatatatacmagattgamaaaacttcattmaatttaaa 

aggataaggtgaagatcc^gataatacatgaccaaaatcccttaacgtgagtmcgttccactgagcgtcagaccccgtag 

aaaagatcaaaggatcttcngagatcc*tttmc*gcgcgtaatctg^ 

mgmgccggatcaagagctaccaactcttmccgaag 

gtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcctgttaccagtggctgctgc 

cagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggg 

gttcgtgcacacagcccagcttggagcgaacgacctacaccgaactgagatacctacagcgtgagcattgagaaagcgccac 

gcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttcca 

gggggaaacgcctggtat^atagtcagtcgggmcgccacctctgacttgagcgtcgattmgtgatgacgtcagggggg 

cggagcctatggaaaaacgccagcaacgcggccttmacggttcctggcctmgctggcctmgctcacatgttOttc 

atcccctgattctgtggataaccgTanaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccgagcgcagcga 

gtcagtgagcgaggaagcggaagagcgcccaatacgcaaaccgcctctccccgcgcgttggccgattcattaatgcagctgg 

cacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaattaatgtgagttagctcactcattaggcaccccaggct 

ttacacmatgcttccggctcgtatgttgtgtggaatt^ 

ccaagcttgcatgcagcag^cgactctagaggatcaagagcatttgaatcagaatatggagaacggagcatgagcattttcga 
agmmagatgcactagaaTaaagcgtgnggcttcctctgagcccgctttccttatatacccgcattagcagccttacagaatgtt 




CHARACTERISATION OF GENE 
FUNCTION USING DOUBLE 1 STRANDED' 
RNA INHIBITION 
by Plaetinck et al. 
Serial No. 10/057,108 
Docket No. D00590.70011.US 



ctagaaggtcctagatgcattcgtttgaaaatactcccggtgggtgcaaagagacgcagacggaaaatgtatctgggtctctttatt 
gtgtacactactmccatgtaccgaatgtgagtcgccctcctmgcaacaagcagctcgaatgttctagaaaaaggtggaaaata 
gtataaataccgttgaaaataaataccgaacaacamgctctaattgtgaaattagaaatcttcaaactataatcatctcactggatc 
cccgggattggccaaaggacccaaaggtatgtttcgaatgatactaacataacatagaacattttcaggaggacccttgg 
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General description of theC.elegans T7 RNA polymerase 
expression vector with 4 examples 

Specific or/and general or/and constitutive 
or/and inducible Promoter 



E.coli plasmid • — 
backbone 




small syntetic intron 
T7 RNA polymerase 

Unc54 3'end 





CHARACTERISATION OF GENE 
FUNCTION USING DOUBLE STRANDED 
RNA INHIBITION 
by Plaetinck et al. 
Serial No. 10/057,108 
Docket No. D00590.7001 l.US 



E.coli plasrnid backbone 



E.cdi plasrnid — 
backbone 




ges-1 



'dpy-7 




small syntetic intron 
T7 RNA polymerase 

Unc54 3'end 



small syntetic intron 
T7 RNA polymerase 

Unc54 3'end 
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Z^ Z 



T7 promoter 



17 




E.coli plasmid backbone 
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NILS 



Sercaprorrnter 



T7 RNA POL 
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MCSI 

f///«dm(2) 
I Sph 1(12) 
'pstl(lS) 
'sbflQS) 
Sdal(\%) 





pGN105 

6470 bp 



S/«I(20) 

5fyl(21) 

m'n. rrvo-2 prom 
syith. intron 
Sac I (292) 
'Age 1(320) 
-T7pdynarase 
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MCSI 



amp 




pGN400 

4689 bp 



synth. intron 

Acc 651 (282) 
She I (292) 

^Jncr I (293) 

1(317) 
T7-promoter 
GFP 



£coRI(1208) 




MSCII 




GFP 



pdyK signal 



MCSII 
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/7& A* 

pAS2* with Forward and Reverse T7/T3/Sp6 

T7/T3/Sp6 promoter (forward) T7n"3/Sp6 promoter (reverse) 
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pGAD424 with Forward and Reverse T7/T3/Sp6 




AMP 
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Sma 1(7207) 

Ama I (7205)1 

i 

Afc<9 1 (7195)5 
A4sc I (7194M 
Mfel(7189)|| 
T7/T3/Sp6 promotor (reverse)! 

£coRI(7161) 
Hpa I (6994) 



T7/T3/Sp6 promotor (forward) 



GAL4DB 

«SfrI(6449) 
pADH1 
MIul(5806\ 
Sac I (5719) 
£c/ 13611(5717) 
iVrw 1 (5713) 
Afcel(5410) 
A/go MI (5408) 



jBamKl(l) 
I Sail (7) 



5^/ II (13) 

Ps/ 1 (43) 




__AMP 
_.__ J S'caI(1985) 



TRP1 

Pm/ 1 (4265)" 
£y/?EI (4170) 



\Ppu 101 (2709) 
A&f 1(2713) 
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T7/T3/Sp6 promotor 
T7/T3/Sp6 promotor \ 



i \ 

Ncol(67Q4) \ \ 




Pvu I (3875) 
AMP 
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unc22-€xor22 



let-868 pcrrcter^ 



pGN205 

10597 bp 



let-^SBporoter. 



inc22-exon22 



